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(57) Abstract 

The method and apparatus for thermal cycling of nucleic acid assys includes a blended fluid stream produced from a plurality of 
constant velocity, constant volume, constant temperature fluid streams wherein to provide a variable temperature, constant velocity, constant 
volume fluid stream which is introduced into a sample chamber for heating and cooling samples contained therein. By diverting and altering 
the ratio of the constant temperature fluid streams relative to one another, the blended fluid stream is rapidly variable in temperature, 
providing for almost instantaneous temperature change within the environment denned by the sample chamber. 



FOR THE PURPOSES OF INFORMATION ONLY 



Codes used to identify States party to the PCT on the front pages 
applications under the PCT. 



of pamphlets publishing international 



AT 


Austria 


GB 


United Kingdom 


AU 
BB 


Australia 


GE 


Georgia 


* Barbados 


GN 


Guinea 


BE 


Belgium 


GR 


Greece 


BF 


Burkina Faso 


HU 


Hungary 


BG 


Bulgaria 


IE 


Ireland 


BJ 


Benin 


IT 


Italy 


BR 


Brazil 


JP 


Japan 


BY 


Belarus 


KE 


Kenya 


CA 


Canada 


KG 


Kyrgystan 


CF 


Central African Republic 


KP 


Democratic People's Republic 


CG 


Congo 




of Korea 


CH 


Switzerland 


KR 


Republic of Korea 


ci 


Coted'Ivoire 


KZ 


Kazakhstan 


CM 


Cameroon 


U 


Liechtenstein 


CN 


China 


LK 


Sri Lanka 


CS 


Czechoslovakia 


LU 


Luxembourg 


cz 


Czech Republic 


LV 


Latvia 


DE 


Germany 


MC 


Monaco 


DK 


Denmark 


MD 


Republic of Moldova 


ES 


Spain 


MG 


Madagascar 


FI 


Finland 
France 


ML 


Mali 


FR 


MN 


Mongolia 


GA 


Gabon 







MR 


Mauritania 


MW 


Malawi 


NE 


Niger 


NL 


Netherlands 


NO 


Norway 


NZ 


New Zealand 


PL 


Poland 


PT 


Portugal 


RO 


Romania 


RU 


Russian Federation 


SD 


Sudan 


SE 


Sweden 


SI 


Slovenia 


SK 


Slovakia 


SN 


Senegal 


TD 


Chad 


TG 


Togo 


TJ 


Tajikistan 


TT 


Trinidad and Tobago 


UA 


Ukraine 


US 


United States of America 


uz 


Uzbekistan 


VN 


Viet Nam 



WO 95/18676 



PCT/US95/00413 



-1- 

APPARATUS AND METHOD FOR 
THERMAL CYCUNG NUCLEIC ACID ASSAYS 

Background of the Invention 
Field of the Invention 

The invention is generally related to a method and apparatus for thermal cycling 

assay samples and is specifically directed to a method and apparatus utilizing a constant 

volumetric fluid flow for thermal cycling assay samples in a sample carrier. 

Description of the Prior Art 

5 Most prior an thermal cycling systems require variable temperature blocks or 

require movement of samples between fixed temperature baths. Both of these systems 

have a number of disadvantages. The block cyclers are inefficient, requiring an 

undesirable amount of energy and time to operate. For example, the only practical 

means of increasing ramp speed for thermal cycling a sample in a block configuration is 

!0 to design the sample tube to maximize its wall exposure to the heat exchanger. While 

this may accomplish faster ramp times, the basic inefficiencies of the system are not 

corrected. Further, it is far more desirable to design a more efficient system which will 

accommodate the many sample tubes already in the field. Therefore, it remains 

desirable to provide a thermal cycling system that can achieve the required cycle and 

15 ramp time without reconfiguring the sample tubes or vials. 

The fixed temperature baths are undesirable because of the primary requirement 

that the samples need to be moved between baths in order to complete the cycle. This 

also has an undesirable impact on ramp speed variability. Further, in order to eliminate 

. positional temperature variation, it is often required that the sample size be severely 

20 limited. For example, when a bath of silicon oil is utilized, the viscosity of the oil 

reduces convection sufficiently to inhibit adequate heat transfer to the inner samples in 

an array. This requires that the bath use fewer samples. 
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In the known prior art, it is often desirable to have a sample array or rack of up 
to one-hundred sample vials, typically ninety-six. The most commonly used vials are 
standard .5 milliliter microfuge tubes, such as Eppendorf® brand tubes. In order to 
meet the positional temperature requirements of a silicon bath using standard vials, it is 
5 often required to reduce the sample array by as much as fifty percent of normal sample 

sizes. In addition, the silicon oil adheres to the sample vials, creating a waste and work 
environment problem. Without proper removal of the oil from the vials prior to 
removal of the vials from the bath, the work area can actually become hazardous. The 
added time involved in properly removing the oil from the vials adds further to the 
10 inefficiency of this system. 

Other prior an systems include sophisticated equipment to overcome the 
problems of either the heater blocks or the bath type of thermal cycling systems. For 
example, as shown in U. S. Patent No. 4,706,736, entitled "Multi-Zone Heater 
Arrangement for Controlling the Temperature of a Rowing Medium", issued to S. A. 
15 Guiori on November 17, 1987, a multi-zone heater arrangement controls the 

temperature of a gaseous medium such as air. As the air moves through the multi-zone 
heater, it is heated to selected temperatures, as required, to provide even heating of the 
air for various uses. Another mechanism for controlling the flow and temperature of an 
air stream is illustrated in U. S. Patent No. 4,868,122 entitled "Arrangement for 
20 Drawing Permanent Forms of Microorganisms" issued to J. Kominek, et al., on 

September 19, 1989. Both of these devices deal more with the even heating and 
distribution of a fluid or gaseous medium such as air, rather than with the rapid ramp 
cycling of the medium. 

U. S. Patent No. 4,963,499 entitled "Method for the Calorimetry of Chemical 
25 Processes", issued to G. Stockton, et al., on October 16, 1990, discloses a calorimeter 

for measuring the thermodynamic juid kinetic characteristics of chemical reactions and 
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deals more specifically with the reaction of the sample to heating and cooling cycles. 
This patent is not specifically directed to a method and apparatus for providing rapid, 
accurate thermal cycling of assays samples. 

U. S. Patent No. 4,981,801 entitled "Automatic Cycling Reaction Apparatus 
and Automatic Analyzing Apparatus Using the Same", issued to Y. Suzukai, et al., on 
January 1, 1991, discloses a mechanism for carrying out an enzymatic cycling reaction, 
including a turntable arranged in a reaction tank, with a number of reaction vessels 
being arranged on the turntable. The device discloses an antifreeze liquid circulatable 
through the reaction tank, a heater for heating the antifreeze liquid and a refrigerator for 
cooling same. A switching valve selectively passes the antifreeze through either the 
heater or the cooler. The temperature of the antifreeze liquid is controlled to create an 
enzymatic cycling reaction temperature so as to perform the enzymatic cycling reaction 
simultaneously for all the liquids contained in all of the reaction vessels for a desired 
period This device discloses a mechanism for controlling the temperature of the fluids 
which is in direct contact with the reaction vessels. However, the cycle time is limited 
by the ability to heat and cool the fluid as it is circulated through the system. 

All of the prior art devices rely on heating and cooling cycles to cool the bath or 
fluid environment in which the vessels are contained. Thus, the ramp time is naturally 
controlled by the ability to heat and cool the bath fluids, as well as the vessels and 
transfer lines containing the fluids. When such systems are used for certain types of 
nucleic acid cycling, fast ramp speeds can only be achieved by increasing the capacity 
of the heaters and coolers associated with the fluids, gready increasing the costs and 
reducing the efficiency of operation. Typically, faster ramp time requires an inefficient 
high energy heater, since response time is valued more than energy issues. In such 
cases, high power systems are utilized to alter temperature in a quick response cycle. 
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On the other hand, highly efficient systems generally have slow intrinsic ramp speeds 
since the temperature changes are controlled using a low energy level. 

Summary of the Invention 
The subject invention is directed to a novel thermal cycling device wherein 
various fluid streams, each held at a fixed constant temperature, are mixed to alter the 
fluid temperature in the reaction sample chamber. 

In the preferred embodiment, a plurality of constant volumetric flow fluid 
streams are provided in parallel. Each stream is of a different preselected temperature. 
Typically, a superheated stream (above maximum sample temperature) and a chilled or 
ambient stream are provided. Each stream is independently introduced into a 
diverter/mixer, where varying ratios are combined to produce an output stream of a 
selected intermediate temperature at a volumetric flow rate equal to the sum of the two 
individual input streams. 

The term "constant volumetric flow" refers to the movement of a substantially 
fixed volume of fluid per unit time. The mass of this volume is dependent on the 
density of the fluid, but is unimportant to the invention as constant volume is desired. 
The volumetric flow rate is substantially constant moving in and out of the sample 
chamber regardless of the source. As is understood by those skilled in the art, absolute 
constancy is not achievable due to system inefficiencies and to variations in viscosity, 
humidity, temperature and other like factors. However, deviations resulting from these 
factors are of no consequence to the operation of the invention. 

The present invention permits the use of constant temperature fluid streams to 
instantaneously control the temperature of a blended output stream. This allows the use 
of low energy heat exchangers which may have slow intrinsic ramp speeds since only a 

♦ 

constant temperature output is required in order to produce each component of the 
blended stream. Rapid ramping qfsamples can nevertheless be obtained by 
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instantaneously gating and blending the component streams, without having to alter the 
temperature of the entire body of bathing fluid. Therefore,, the method and apparatus of 
the subject invention can greatly reduce equipment costs and energy consumption, 
while at the same time increasing the overall responsiveness of the system. 

In the preferred embodiment of the invention, the fluid medium of choice is air. 
Typically, a first stream of air is heated to a selected temperature, substantially above 
the highest target temperature desired for the reaction sample. At least one additional 
stream of air is provided, which is typically substantially lower than the coolest target 
temperature required for the sample. Controlled, variable ratios of the heated air stream 
and the cooled air stream are then introduced into a mixing chamber via gating means 
for producing a blended air stream. By controlling the gate and the ratio of the first air 
stream to the second air stream, almost instantaneous changes in temperature of the 
blended air stream can be achieved, providing similarly responsive temperature changes 
in the sample chamber. 

In one aspect of the invention, the blended temperature streams may be set at the 
desired target level and introduced directly into the controlled environment of the 
sample for altering the control temperature. In another aspect of the invention, the ramp 
speed for altering the temperature of the sample can be further accelerated by utilizing a 
blended air stream initially at a temperature substantially beyond the target temperature 
for the sample. This permits the sample to rapidly heat to a point near its target 
temperature, at which point the blended air stream is altered to maintain a target 
temperature. The sequencing of this alternative is dependent upon the hysteresis of the 
bath vessel and the sample. As the sample approaches the target temperature, the 
blended air streams are adjusted to define a chamber temperature adapted for 
maintaining the sample at the target temperature for the specified period of time. After 
the sample has been held at the target temperature for the specified period of time, the 
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blended air stream is cooled by changing the ratio of heated air to cooled air, again 
almost instantaneously changing the chamber temperature, permitting the sample 
temperature to be rapidly altered. 

By utilizing the thermal cycling method and apparatus of the subject invention, 
it has been found that the sample can be held at the target temperature for periods of less 
than one second in duration by diverting the constant temperature air streams and 
controlling the ratios thereof to control the blended air stream which is introduced into 

the sample chamber. 

Utilizing air as the medium of choice eliminates disposal and recycling problems 
since room air can be used for both air streams. One particular advantage of the subject 
invention is the elimination of inefficient, high energy heating/cooling systems since the 
slow intrinsic ramp time of such a heating and cooling system is no longer an issue. 
The invention has been found to be particularly useful in samples where ramp time is a 
critical factor and temperature change has to be accomplished in very precise, controlled 

15 time intervals. 

It is, therefore, an object and feature of the subject invention to provide a 
thermal cycling device which permits rapid, controlled ramping of assay samples and 
rapid temperature change of sample environments. 

It is another object and feature of the subject invention to provide a method and 
apparatus for thermal cycling assay samples utilizing fluid streams of constant 
temperature mixed in variable ratios to control a variable environmental temperature for 
the sample. It is yet another object and feature of the subject invention to provide a 
thermal cycling device adapted for utilizing air as the transfer medium, reducing 
recirculating and waste disposal requirements. 

It is a further object and feature of the subject invention to provide a thermal 
cycling device wherein the heat temperature of the heat transfer medium is controlled by 
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mechanical means, reducing the requirement to change the temperature of the medium * 
through expansion and contraction techniques, gready reducing the amount of energy 
required to accomplish a thermal cycle. 

It is yet another object and feature of the subject invention to provide for super 
heating and super cooling of samples by selectively exposing the samples to a 
temperature beyond the sample target temperature to increase ramp speed. 

Other objects and features of the invention will be readily apparent from the 
accompanying drawings and detailed description of the preferred embodiments. 

Brief Description of the Drawings 

Fig. 1 is a flow diagram of a fluid control circuit in accordance with the subject 
invention. 

Fig. 2 is diagrammatic illustration of a first embodiment of the subject 
invention. 

Fig. 3 is a view similar to Fig. 2 and illustrates an alternative embodiment of the 
subject invention. 

Fig. 4 is a view similar to Fig. 2 and illustrates another alternative embodiment 
of the invention. 

Fig. 5 is a typical phase diagram for controlling the heating and cooling cycle of 
a sample using the subject invention in a normal mode. 



WO 95/18676 



PCTAJS95/00413 



10 



15 



20 



25 



-8- 

Fig. 6 is a phase diagram for controlling the heating and cooling of a sample 
using the subject invention in a superheating and/or supercooling mode. 

Qgajlgj Descrir ™ " f ^ Prefaml Fmhodimgnts 
A diagrammatic flow chart for carrying out the subject invention is shown in 
Fig. 1. Specific circuits in accordance with Fig. 1 are shown in Figs. 2, 3 and 4, with 
Fig. 3 representing the current preferred embodiment. As shown in Fig. 1, and 
common to all embodiments is a cycling chamber or sample chamber 10 for holding a 
plurality of assay samples. "Sample" as used herein refers to a test sample, usually 
combining a specimen from a patient with various test reagents. Typically, the sample 
chamber 1 0 will carry up to forty-eight or ninety-six samples for each cycle. Treated 
input fluid is introduced into chamber 10 via line 44 at a constant volumetric flow rate. 
The fluid will control the temperature within the chamber 10 and, likewise the sample 
tubes or vials therein. The input fluid in line 44 is composed of a combination of 
fluids, each at a different, preselected temperature, as present in lines 18, 26 and N3. 
A plurality of fluid modifiers 16.24.N1 are provided and are coupled in parallel to a 

mixer 42. 

Typically, the fluid modifiers are chillers and heaters utilizing well-known heat 
exchangers. It is a significant advantage that the modifiers may use low energy level 
heat exchange systems since only a constant temperature output is required of any given 
modifier system, and the ability of the modifier system to change the temperature of the 
stream to within a specific temperature frame is not a factor. This characteristic of a 
modifier is referred to as "intrinsic ramp speed", which is the transition time between 
two target temperatures for the stream flowing out of the modifier. By contrast, the 
"sample ramp speed" (or just "ramp speed") refers to the transition time or speed during 
which the test sample is taken from a first target temperature to a second target 
temperature. It is an important aspect of the subject invention that the sample ramp 
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speed is independent of the intrinsic ramp speed, and that the intrinsic ramp speed of - 
the modifiers is unimportant. 

The component fluids produced by the modifiers 16, 24, N 1 are introduced into 
a mixer 42 for combining the fluid in selected ratios to produce a blended fluid stream 
in line 44. In the preferred embodiment, the mixer is a closed chamber with a input 
side and an output side and includes a series of control gates for controlling the specific 
ratio of the component fluid streams introduced into the chamber for producing the 
blended fluid stream. In order to maintain a constant volumetric flow rate through the 
fluid modifiers (16, 24, Nl), the excess fluid in each component stream is returned to 
the appropriate modifier via lines 52, 54, N2 respectively. It will be readily understood 
by those who are skilled in the an that the control gates may be an integral pan of the 
mixer or may be separate, independent units placed in each component fluid stream in 
advance of the mixer, as is diagrammatically illustrated in Fig. 2. 

By mixing the separate component fluids to produce a combined, blended 
stream of a selected temperature on line 44, the fluid temperature on line 44 can be 
changed instantaneously, greatly increasing the ramp speed within the chamber 10, and 
also can blend gradually to produce long ramp time, if desired. As shown in Fig. 2, 
the blended fluid is continuously exited from chamber 10 via line 46, which is coupled 
to the respective modifier 16, 24, Nl and respective return lines 52, 54, N2 in order to 
maintain a constant volumetric flow rate at this point in the system. Any number of 
modifiers may be used, but a typical system includes a heater (as at modifier 1), a 
chiller (modifier 2) and possibly an ambient air source (modifier N). 

The temperature conditions within chamber 10 may be monitored by a control 
monitor 1 1 such as a programmable thermostat or the like. The monitored conditions 
are then typically introduced into a programmable controller 13 which will function in 
the well-known manner to controljrnixing gates or valves associated with the mixer 42 
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forcon n ,mng I hcb,= n d e d rali oofa,«co m ponentf 1 uidsou^.a, 1 «44. Theramp 
toes «i*i„ chamber 10 can rhus be increased or decreased, as required, by atamg rhe 

ratio of fluids in line 44. 

A first embodiment is shown in Fig. 2 and includes a first fluid source such as a 
pump or blower 1 2 which provides fluid flow, such as a stream of air, at a constant 
volumetric flow rate. The term "blower" generally refers to a source of movement for a 
gas such as air, while the term ■ W is generally used for liquid fluids. The resultant 
first stream of air is introduced via a transfer system such as a conduit 14 into a heating 
chamber 1 6. In the preferred embodiment, heating chamber 1 6 is designed to heat the 
air to a constant temperature for introduction into the transfer system 18. 

Since the heating chamber only has to achieve a constant temperature, the 
intrinsic ramp speed for the heating chamber is not a factor in the method of the 
invention. This permits the use of an energy efficient, slow response heat exchanger. 
The air present in the transfer conduit 18 is at a constant heated temperature, typically 
substantially higher than the highest target temperature to be achieved in the sample 
chamber 10. 

A second stream of air is provided by means such as the blower 20 and is 
introduced at a constant volumetric flow rate via the transfer conduit 22 into a chiller 
24. Again, since the chilled air is maintained at a constant temperature, the intrinsic 
ramp time of the chilling or cooling apparatus is not critical. The constant temperature 
cooled air is then delivered at transfer line 26- Optionally, the chiller is omitted and air 
at ambient temperature is used in its place. 

In the embodiment of Fig. 2. a pair of damper systems 28 and 30 are placed in 
parallel and each has an input port 32 adapted for receiving the stream in lines 18 and 
26. respectively. Each damper also includes an output port 34 and an exhaust or return 
port 36. 
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Each damper system has a divener gate system as diagrammatically illustrated at 
38. In operation, treated air from the heater or the chiller enters the respective damper 
via the input port 32. When the gate 38 is shifted to block exhaust port 36, all air 
entering the diverter through port 32 is exited through port 34 and into the common 
conduit 40. It will be recognized that the ratio of chilled air to heated air can be 
controlled by selectively controlling the position of the respective gates 38. The ratio 
can vary from zero percent (0%) chilled air and one hundred percent (100%) heated au- 
to zero percent (0%) heated air and one hundred percent (100%) chilled air, since the 
position of the gates are infinitely variable. This permits the commingled air in the 
combined fluid stream of conduit 40 to be of any select temperature between the lowest 
temperature provided by the chilled air and the highest temperature provided by the 
heated air. 

The blowers 12 and 20 are in parallel as are the heater 16 and the chiller 24. 
The gates 38 are controlled to provide a combined fluid stream exiting through the 
respective ports 34. This combined or commingled stream is present in the common 
conduit 40 and is at a constant volumetric flow rate. Thus, the blended stream in line 
40 is controlled to generate the entire temperature range required for thermal cycling the 
samples. 

The commingled air stream may next be introduced into an optional mixer 42 
where it is blended to produced a homogeneous, controlled temperature fluid flow in 
line 44. The flow may be controlled through a series of baffles in the manner well 
known to those who are skilled in the an to assure a smooth flowing, homogeneous 
flow. This blended stream is introduced via the transfer conduit 44 into the cycling or 
sampling chamber 1 0. 

In the preferred embodiment, the sample chamber 10 may include means for 
supporting one or more sample specimens. By way of example, it has been found that 
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suspension of *e specimens on a suhable suspension wire « te like minimizes conmcr 
of dre specimen viata with any potential surface ta. could an, as 
h ea,-si»k and affect the ramp up and mmp down times of me specimen dunng rhe 
tirermal cycling. In ft. preferred embodimen,, me samples may be suspended in d>e 
sample Camber from a suuable hanger such as a wire rack or rhe like. Suspend* 
sample rubes may also serve adequacy as baffles, .hereby obviadng dre rm*r 42. 

The fluid stream drrough me sample chamber is exired via rhe transfer condm. 
46 The specimen is continuously in comae wi,h a moving fluid stream having a 
consrau, volume,* flow rare wirh an almos, insramaneous.y variable temperature. The 
^peramre may be rapidly changed by shifting rhe comrolled ga.es 38 in tine damper 
sysrems 28 and 30. respectively, rhe remperarure of tire fluid sneam 44 being nearly 
msranraneousl, responsive «o rhe repositioning of .he gams. In rhe embodiment of Frg. 
2 tire fluid exired from chamber 10 via conduir 46 is inrroduced ,o the input sides of the 
blowers 12 and 20. Likewise, rhe excess exbaus, fluid exhausred via the respective 
pom 36 of tire damper systems 28 and 30 is reinaoduced into tire fluid stream via 
recirculating parhs 48 and 50. respectively. The recirculation patina arc coup.ed » the 
exbaus. patirs 46. as ^grammatically shown a, 52 and 54. respectively. Tne relative 
(make of blowers 12. 20 from conduir 46 is proportional «, .he outpu. torn each 
Mower which is ga.ed .hrough dampers 28. 30 to tine mixer 42 sad sample chamber 10, 
tm mainuining a subs,an„.lly consuutt volumeuic flow rate throughout tine closed 
system. 

An alternative embodimen. is shown in Kg. 3. This has been found ,0 be the 
prcferredembodimen. of the invention, since .he addition ofblower 60 has been found 
,o allow tine syaem to operate with a minimum was.e of energy in the heater (60) and 
chiller (24). The additional pump or blower 60 has been burned in dr. sys.em in 
pantile! with tine pump or blowersJ2 and 20, wirh inpu, front *e exhaus. sys.em 



95/18676 



PCT/US95/00413 



-13- 

conduit 46 and output being introduced directly into the mixer 42 via the conduit 62, in' 
parallel with the commingled stream from conduit 40. 

By providing proper gating or dampening at mixer 42, the blower 60 works in 
conjunction with the blowers 12 and 20 to permit heated or chilled air to be introduced 
into the mixer 42 only as required while maintaining a constant volumetric slow rate 
through the mixer 42 and sample chamber 46. For example, when a sample target 
temperature has been reached and must be maintained, dampers 28, 30 can both be 
closed down to exhaust the majority of the output of blowers 12 and 20 through their 
recycle paths 48 and 50. This causes blower 60 to intake the majority of output from 
sample chamber 10 via conduit 46, and to re-circulate it back to sample chamber 10 
without a temperature adjustment. This process continues until the temperature monitor 
calls for a decrease or increase in temperature, where upon the chiller damper 30 or 
heater damper 28 is opened to make the adjustment. It has been found that the addition 
of blower 60 has a minimum impact on the temperature cycling and response time of 
the system and allows heated or chilled air to be introduced into the sample chamber 46 
only as required. 

A third embodiment utilizing a single sample damper 70 is shown in Fig. 4. 
This embodiment is particularly useful when system cost considerations are a factor. 
As there shown, the damper 70 includes an ambient air input port 72 and a heated air 
input port 74. As in the prior embodiments, the blower 12 is associated with the heater 
16 via the input conduit 14 for producing heated air in conduit 18 which then is 
introduced via the input port 74 into the damper 70. In this embodiment, a second 
blower 80 is adapted for receiving ambient exterior air, as indicated by arrow A for 
introducing a constant flow of ambient air via conduit 82 into the ambient air input port 
72. The damper 70-includes a gate 38 operating in the same manner previously 
described for controlling the ratio of heated air and ambient air which is output via the 
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OUIp „ t oon84in,omeco,nmon o, biased air condul, 40. The blended airis 

^acoas^volurnericfluids^arnnowra.oacondui^foria.oducnoate 
m esamplechamber,0.Tha e xhau StS y S «r„46isconae« e dd i rccdy,oan e h £ a I ed i npul 

Mower 12 via conduit 86, with an open exhaust a. 88 . ft. room. Because of she open 
^ us , 88 . t his= m bodir.n 1 a 1 soop=ra,esw i ftaneni m u m of back pressure, assuring 
^constant volume* flowrare fluid sueum is prcduced. This system is ideal when 
d.e.owes.^.ureftcsanrplesn.ustachieveinftecycUngcbanrber.Oisaror 
ato ve^bienr,emc«a,re.Ofcourse,Uwiflb«un4ers l oc.ft,achiUe4^c 0 uU 1 be 
tanoducedinroponT^offtesingiedamperTOrolowcheiowremperanrreendoffte 

ramp. 

Dampers can be any known device. The diveners of fte dampen may be 
conned by standard equipment, such as stepper motors under computer con.ro,. 

The drawing figures are diagrammanc only, especially with regard to cr»dmt, 
ta actual construcnon. such conduits are minimized so as to decrease dead space 
volume and to assure fte essentially instantaneous effect of a gating change in flutd 
flow. 

As mentioned, fte pumps or blowers used in this invention should be of a .ype 
amoves a consrant volume of fluid against a constam backpressure. Suchpumps. 
^eaemp.if^byfteclasaofpu^staow.asWfiag.rpumpsorblowe^.^ey 
'amcharac,erizedbya I ,ab i H^top ro duceacons B ».volumemcflow,andbya„abfl lt y 

,o produce an output that vanes inverceiywift fte pressure agains, which ftey pump. 
Thus in Figum 3 for example, when one desires to raise fte temperature of fte flmd 
SM mba*ing.h. samp.es, ^garefiom fte bearer 16 is opened ,o flood fte common 
conduit 40 with heater fluid. This causes blower 60 to encounter increased 
backpressure and to reduce its output automadcally. 
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Experiments establishing the viability of the system have been performed with 
good results, wherein the air stream was able to be maintained at a constant velocity of 
45.63 CFM, when utilizing a heat gun, model HG501 A, available from Master 
Appliance Company, Racine, Wisconsin, with a maximum temperature of 
5 approximately 126°C at 1,680 watts. The nozzle air velocity was maintained at 3,000 

fpm, with a nozzle exit diameter of 1.67 in. to achieve a flow of 24.7 SCFM (standard 
cubic feet per minute). 

The experimental samples contained water in an Eppendorf® brand .5 ml. 
spherical bottom polypropylene microcentrifuge tube with an attached lid, as is standard 
10 in the industry. Each tube contained 60 microliters of water. 

The lid was drilled to accept a pair of thermocouple wires. The thermocouple 
used was Omega PN TT-T-30, T Type, .010 inch wire diameter. The junction at the 
cap was welded with a weld bead diameter of approximately 0.030 inches. The 
junction was positioned at approximately the center of the liquid in the tube. An Omega 
15 Digital Thermometer, Model HH-73T, was used to monitor the sample temperature. 

During the experiment, the sample temperature was at an initial temperature of 22° C and 
could be brought to a peak temperature of 100°C in a period of approximately thirty 
(30) seconds. The vial could then be cooled from the peak temperature of 100*C to the 
initial temperature of 22"C in a period of approximately 4.5 minutes using ambient air 
20 as the cooling medium. 

It was further established by increasing the heated temperature level to a level 
five times higher than the target temperature and bringing the chamber temperature to a 
level initially higher than the target temperature for the viai, that the ramp speed could 
be substantially increased. By injecting 126°C air into the chamber, the sample could 
25 be heated from 50° C to 85° C within 12 to 15 seconds. Likewise, by injecting cooling 

air at a substantially lower temperature than the target temperature, for example, 22° air, 
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the sample was cooled from 85'C to 50'C in approximately 60 to 75 seconds, greatly 

increasing the cooling ramp speed. 

In the exemplary embodiments, it is contemplated that a fluid surface area of the 
sample chamber will be constructed of a material having minimum "heat sink- 
characteristics, further assuring that the cycling chamber 10 is quickly responsive to a 
change in gate position by gates 38 of the dampers 28 and 30. Of course, insulation 
and selection of materials have an important role in these issues. 

Phase diagrams demonstrating operating cycles for the thermal cycling system 
as described herein are illustrated in Figs. 5 and 6. With specific reference to Fig. 5, 
the temperature axis is vertical and the time duration is shown on the horizontal line. 
TR represents room temperature and is presumed to be the initial temperature of the 
sample. In the example illustrated, the chilled air is at a constant temperature 
substantially below room temperature, as indicated by TC. The heated air stream is at a 
constant temperature substantially above room temperature, as indicated by TH. 

It will be understood that in certain applications, ambient room temperature air 
may be utilized in lieu of the chilled air or the heated air or in combination with both 
streams. Using Fig. 2 as an example, the sample is placed in the chamber 10 at time tO, 
at room temperature TR. The thermal cycling is then initiated at time tO by adjusting the 
baffle gates 38 in dampers 28 and 30 to produce a blended air stream of a temperature 
corresponding to the target sample temperature TS. The sample temperature then 
begins to rise, as indicated and reaches the target temperature TS at time l2. The sample 
will be maintained at this temperature for as long as the blended air stream is held at the 
target level, or until t3. When the sample has been heated for the appropriate period of 
time as indicated at t3, the baffle gates in dampers 28 and 30 are adjusted to bring the 
blended air stream temperature down to either room temperature TR or another selected 
temperature and the sample beginyo cool down, reaching the lower blended air stream 
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temperature at time t4, where it will stay until the temperature of the blended air stream 
is again adjusted or the sample is removed from the sample chamber 10. 

A super hearing and/or supercooling cycle is illustrated in Fig. 6. This cycle 
method is useful when fast ramp up and ramp down times are desirable. Again using 
the embodiment of Fig. 2 as an example, a sample is placed in chamber 10 at room 
temperature TR at time tO. The cycle begins at time t5, when the baffle gates in 
dampers 28 and 30 are adjusted to produce a blended air stream at a temperature TA, 
which is substantially higher than the target sample temperature TS. Of course, TA may 
be as high as TH. The sample temperature begins to rapidly rise in response to its 
contact with the super heated air. As the sample temperature approaches the target : * 
temperature TS, the baffles are adjusted to reduce the blended air temperature to TS as 
indicated at time t6, with the sample reaching target temperature TS at time t7. The 
sample will stay at this temperature for as long as the blended air is maintained at the ' 
target temperature TS, or until t8, as indicated. Where it is desired to rapidly cool the 
sample, the blended air can be adjusted to a super cooled to a temperature TB, : 
substantially below room temperature TR as indicated at time t8. TB may be as low as 
TC As the sample approaches room temperature TR or another preselected final 
temperature, the blended air temperature is adjusted as indicated at time t9. 

The method as demonstrated in Fig, 6 relies on the natural hysteresis of the 
sample to permit either or both super heating and super cooling to maximize ramp 
times. Specifically, by overshooting the target sample temperature TS, the transition • 
time between TR and TS is greatly accelerated. This may be utilized to quickly elevate 
the sample temperature as between time points t5 and t6 and/or to quickly reduce 
sample temperature as between t8 and t9. This permits the cycling of samples 
requiring quick temperature change, utilizing constant temperature streams as indicated 
by TH and TC. The gap between times t6 and t7 and/or between t8 and t9 is dictated 
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by the natural hysteresis of the sample. Typically, a greater difference between the 
target sample temperature TS and the overshoot temperature TA or TC results in a faster 
ramp speed. This method not only permits control of the sample temperature 
throughout the cycle but also permits control of the transition time between a plurality 
of target points. 

While certain features and embodiments of the invention have been described in 
detail herein, it will be readily apparent that the invention encompasses all modifications 
and enhancements within the scope and spirit of the following claims. 



/ 
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What is claimed is: 

1. An apparatus for thermal cycling nucleic acid assays, 
5 comprising: 

a. a sample chamber for holding a nucleic acid specimen; 

b. a first fluid source for providing a first fluid stream 
maintained at a first predetermined temperature; 

c. a second fluid source for providing a second fluid stream 
1 0 maintained at a second predetermined temperature; 

d. a mixing device for receiving both said first and said second 
fluid streams and for commingling said first and second fluid 
streams in variable, controlled ratios for producing a homogeneous 
fluid stream of a preselected temperature in a range between said 

15 first and second predetermined temperatures; said mixing device 
being in fluid communication with said sample chamber. 

e. means for varying the ratio of first and second fluid 
streams; and 

f. an exit system for removing the blended fluid stream from 
20 the sample chamber; 

2. An apparatus as called for in claim 1, further including: a 
heater for heating said first fluid stream to a temperature above 
ambient temperature before said fluid stream enters the mixing 

25 device; a chiller for cooling said second fluid stream to a temperature 
below ambient temperature before said second fluid stream enters 
the mixing device; means for maintaining both said first and said 
second fluid streams at a constant volumetric flow rate; and a 
control system associated with the mixing device for selectively 

30 varying the ratio of the first fluid stream to the second fluid stream 
in the blended fluid stream. 



35 



S An apparatus as called for in claim 1, wherein one of said 
fluid streams is maintained at ambient temperature when said fluid 
stream enters the mixing device. 
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4. An apparatus as called for in claim 1, wherein said mixing 
device further comprises a mixing chamber having input ports for 
receiving the first and second fluid streams, and a single exit port in 
communication with a transfer system for introducing a blended 
fluid stream to the mixing device; and wherein said means for 
varying the ratio, comprises a gate system in communication with 
the mixing chamber for selectively restricting the respective flow of 
one or both said first and second fluid streams. 

5. An apparatus as called for in claim 4, wherein there are 
two input ports in parallel and wherein said gate system comprises a 
single diverter valve in simultaneous communication with each of 
said ports. 

6. An apparatus as called for in claim 4, wherein said gate 
system comprises a pair of diverter valves, one each in 
communication with one of said input ports. 

7. A method for thermal cycling a sample comprising the 
steps of: 

a. directing the flow of a composite stream into the " 
environment of a sample to achieve a first sample-target- 

25 temperature: 

b. maintaining said first sample-target-temperature for a 

preselected period; 

c adjusting said composite stream to achieve a second 

sample-target-temperature; and 



15 



20 



30 



d. maintaining said second sample-target-temperature for 
a preselected period, wherein said composite stream is composed of a 
plurality of component fluid streams each from a distinct source 
maintained at a constant temperature, and wherein said adjusting is 
35 achieved by selectively blending in varying ratios said component 
fluid streams. 
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8. The method of claim 7 wherein said composite stream 
of step (a) has a temperature substantially the same as said first 
sample-target-temperature. 
5 9. The method of claim 7 wherein said composite stream 

of step (a) initially has a temperature disparate from said first 
sample-target-temperature and after a time sufficient to substantially 
achieve said first sample-target-temperature, said composite stream 
is altered to a temperature substantially the same as said first sample- 
1 0 target-temperature. 

10. The method of claim 7 wherein said adjusted 
composite stream of step (c) has a temperature substantially the same 
as said second sample-target-temperature. 

15 

11. The method of claim 7 wherein said adjusted 
composite stream of step (c) initially has a temperature disparate 
from said second sample-target-temperature and after a time 
sufficient to substantially achieve said second sample-target- 

20 temperature, said adjusted composite stream is altered to a 

temperature substantially the same as said second sample-target- 
temperature. 

12. The method of claim 7 wherein said plurality of 

25 component fluid streams comprises at least one component fluid 
stream at a temperature higher than ambient temperature, and at 
least one component fluid stream at a temperature lower than 
ambient temperature.. 

30 13. The method of claim 7 wherein said plurality of 

component fluid streams comprises three component streams 
wherein one component fluid stream is at a temperature higher 
than ambient temperature, one component fluid stream is at a 
temperature lower than ambient temperature and one component 

35 fluid stream is fluid recirculated into said sample environment. 
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14. The method of claim 7 wherein said first sample-target- 
temperature and said second sample-target-temperature are 

repeatedly achieved. 
5 15. A method for thermal cycling nucleic acids comprising 

the steps of: 

a. directing the flow of a composite air stream into the 
environment of said nucleic acids to achieve a first nucleic acid 

target-temperature; 
0 b. maintaining said first nucleic acid target-temperature 

for a preselected period; 

c adjusting said composite air stream to achieve a second 

nucleic acid target-temperature; and 

d. maintaining said second nucleic acid target- 
1 5 temperature for a preselected period, wherein said composite air 
stream is composed of a plurality of component air streams each 
from a distinct source maintained at a constant temperature, and 
wherein said adjusting is achieved by selectively blending in varying 
ratios said component air streams. 

20 

16. The method of claim 15 wherein said plurality of 
component air streams comprises at least one component air stream 
at a temperature higher than ambient temperature, and at least- one 
component air stream at a temperature lower than ambient 

25 temperature. 

17. The method of claim 15 wherein said first nucleic acid 
target-temperature and said second nucleic acid target-temperature 
are repeatedly achieved. 
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